performed in parallel with a carry-over control experiment following the exact same protocol in the absence of donor cells.
(b) Donor SK-N-SH cells were treated for 2 h with DMSO (vehicle), TM (10 µg/ml) or TG (5 µM) followed by 2 washes and subsequent refreshment of total medium and incubated for 24 h to prepare the CM.
(c) Acceptor SK-N-SH cells were treated for 24 h with DMSO-CM, TM-CM or TG-CM prepared in 24 h from SK-N-SH cells (as shown in b) or prepared from a parallel experiment without donor cells.
Donor cells were fixed after CM collection (b) and acceptor cells after 24 h treatment with CM (c) and immunostained for UPR target proteins BiP, ATF4 and XBP1 before image analysis of whole cell (BiP) or nuclear (ATF4 and XBP1) fluorescent signal using automated microscopy. N=3 (b) and N=2 (c) independent cell culture preparations with n=9 (b) and n=8 (c) biological replicates in total (shown as individual data points).
Data are represented as fold change over respective vehicle control conditions. Significant differences were measured by one-way ANOVA followed by Sidak's multiple comparisons test, conditions were compared to respective control. (c) Donor SK-N-SH cells were lentivirally transduced with doxycycline-inducible active transcription factors ATF6 or XBP1s for 2 days prior to incubation with doxycycline for 24 h for CM preparation. As control, SK-N-SH cells were treated for 2 h with DMSO (vehicle) or TM (3 µg/ml) followed by 2 washes with medium and incubation in fresh medium for 24 h for CM preparation. After CM collection, mRNA expression levels were analyzed by qPCR of UPR target genes BiP, CHOP and ERdj4. (c-d) Representative images of co-culture experiments analyzed in Fig. 2f using the ATF4 reporter (c) and the ATF6/XBP1s reporter (d) . In short, co-cultured cells (as described in (b)) were treated with DMSO (vehicle), increasing concentrations of TM (0.0625-1 µg/ml) and TG (0.5 µM) for 24 h, or treated with EtOH (vehicle) or Mif (0.5 nM) for 6, 24 or 48 h. Cells were fixed and stained with Dapi (nuclear marker) before image analysis of nuclear fluorescent signal using automated microscopy. Representative images of Dapi and the UPR reporters are shown.
Fig. S5 Physiological UPR activation by nutrient deprivation does not result in UPR transmission

